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Zaffaroni (1949, 1950, 1951) Sample 1. Normal ox serum:The normal ox serum was separated by centrifugation of the blood collected from the carotid artery of adult animals killed by blow, and approximately 500ml of the serum was mixed with 50ml of 4% sodium citrate solution.
Cohn's fraction IV-1 isolated from the serum was employed in the following treatment as samples.
Sample 2. Normal rabbit serum (juvenile males;body weight, 2.5-3.0kg): After serum was separated from 10ml of the blood collected from the carotid vein, the sample was extracted by Cohn's method.
Sample 3. Prior to collection of blood sample from the carotid vein, 1g of sample 1 (completely dissolved in 10ml of physiological saline) was injected into the muscle of the rabbits(normal juvenile males), and the sample employed in this investigation was isolated from the blood taken at 60mins. and 120mins. respectively following the injection. (Neher,1951) and antimony trichloride (Neher,1951) . To gain quantitative data on the intensity of light absorption of substances stained with above mentioned reagents after electrophoretic analysis, the Coleman's nepho-colorimeter was employed. And curves of transmittancy reading for sample were used for calibration.
Phosphoric acid and antimony trichloride could not be determined by colorimetry on account of that strips became fragile by heating.
To observe colorimetrically distribution of the substances containing the radical of methyleneketone on the strip, the reaction of m-DNB was performed as follows; equal volumes of redistilled absolute ethanol containing 0.2% m-DND and 6N potassium hydroxide solution in absolute ethanol were mixed prior to the investigation.
As soon as strips were Experiment(2)sample 2( Fig.2) : In the present Cohn's fraction albumin was contained at the A/G ratio 30.6 to 68.8. On m-DNB reactions, absorbance of IVp was 13 A%, being comparable to that of Ip, and Vp was 3 A% Also, on the ultraviolet test of phosphoric acid or antimony trichloride, 3 to 5 fluorescent bands were observed. One corresponded to the part of albumin, one (Fig.3) : As the result of P. E., with development with BPB, the sample taken at 60mins. after the injection showed no maked difference as compared with the control, but in the sample of 120mins. the A/G ratio was 49.0 to 50.1. The peak of antibody themselves disappeared (Schlyer, 1954) . According to tinctorial reaction to m-DNB, absorbance of Ip was measured as 33 A%, being due to the increase of albumin, IVp 22 A% and Vp 11.4 A%. IVp was 1.8 times higher than the control and Vp 3.5 times higher. Especially on just the negative side of IVp, values as high as 10 A% was obtained(IV'p).
According to the staining with Sudan Black, any spot was detectable on the part of albumin, regardless of the increase of the substance in the sample.
Experiment(4)sample 4. (Fig.4) : To examine in detail the steroid stained on IVp and Vp, observation was made on the result of intravenous injection of crystallized testosterone to the rabbit. By staining with BPB,the sample at 30mins. after the injection was almost comparable to the control, but at the end of 60mins. the A/G ratio was 27.1 to 72.0, and on the original line the substance of 7.8 A% level was detected. In staining with m-DNB,at 30mins. later each peak showed the level equal to that of the control, but at the end of 60mins. IVp level occured as a significant peak of 28.5 A%, being twice as high as that of the control. According to the reaction to phosphoric acid, yellowish white fluorescence emitted by the part of IVp was looked like much intense than that in the control by naked eyes. Also, Vp level was 12.5 A%, being 4 times higher than the control level, and on the adjacent negative side of IVp, IV'p and IV"p were 16 A% and 8 A% respectively.
Experiment (5) If the steroid contained in IV-1 fraction of each sample at the free state, on F. E. of the insoluble substance with organic solvent IVp and Vp were not to be detected by reaction of m-DNB.
In sample 2, however, IVp decreased by about 2.6A% and Vp only by 1.0A%.
As the result of sample 2, 4 and 5 developed with paper chromatography using non-polar solvent, it was possible to separate both of the proteins remaining at the original line and steroids having variable Rf values.
Therefore, according to the above-stated facts, it is recognizable that each steroid representing the curves IVp and Vp has reacted with m-DNB reagent in free conditions on paper strips, in consequence of which the intermolecular bond between steroids and And, in all probability, free steroids are considered to be without any concern in the above experiments.
